The paraformaldehyde-prefixed HUVECs were immunostained with mouse anti-GLP-1R 27 monoclonal antibody (7 μg/ml, DSHB) overnight at 4°C. After three washes, cells were then incubated 28
with Alexa Fluor 594-conjugated goat anti-mouse IgG (1:800; Jackson ImmunoResearch, West Grove, 29 PA, USA) for 30 min at room temperature, followed by 4'6'-diamino-2-phenylindole (DAPI, 1 μg/ml;Sigma) staining after washing. Images were captured under a fluorescent microscope (Leica, Germany). 31
Negative controls were performed by using isotypic sera to replace the primary antibodies. 32 33
RT-PCR 34
RNA of HUV-EC-C, a cell line of HUVECs, was extracted with Trizol (Invitrogen, Carlsbad, CA) 35 and reverse-transcribed to cDNA by using a First Strand cDNA synthesis Kit (Fermentas, Burlington, 36 ON, Canada). The cDNA was amplified by PCR using Taq Plus PCR Master Mix (Qiagen, Duesseldorf, 37 Germany). The primer sequences specific for GLP-1R (480bp) were: forward primer 5-38 TCAAGGTCAACGGCTTATTAG-3ánd reverse primer 5-TAACGTGTCCCTAGATGAACC-3. 39
The primer sequences specific for GAPDH (289 bp) were: forward primer 5-40
ACAGTCAGCCGCATCTTCTT-3´ and reverse primer 5-CTGGAAGATGGTGATGGGAT-3. 
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